Steroidogenesis Assay with H295R cells
NCI H295R human adrenocortical carcinoma cells (American Type Culture Collection, Manassas, VA, USA) were grown in 1:1 mixture of Dulbecco's modified Eagle's medium (Invitrogen Corporation,Carlsbad, CA, USA) and Ham's F12 medium (MP Biomedicals Inc, Irvine, CA, USA) containing 15 mM HEPES (Dojindo Laboratories, Kumamoto, Japan), 0.00625 mg/ml insulin (Sigma-Aldrich, Inc., St. Louis, MO, USA), 0.00625 mg/ml transferrin (Sigma-Aldrich, Inc., St.
Louis, MO, USA), 30 nmol/L sodium selenite (Wako Pure Chemical Industries, Ltd., Osaka, Japan), 1.25 mg/ml bovine serum albumin (Sigma-Aldrich, Inc., St. Louis, MO, USA), 0.00535 mg/ml linoleic acid (Sigma-Aldrich, Inc., St. Louis, MO, USA), 2.5 % Nu-Serum I (Becton, Dickinson and Company, Franklin Lakes, NJ , USA), 100 U/mL penicillin (Meiji Seika Kaisha, Ltd., Tokyo, Japan) and 100 mg/L streptomycin (Meiji Seika Kaisha Ltd., Tokyo, Japan) at 37°C in a 5% CO 2 atmosphere. Cells were grown in 225 cm 2 flask (Asahi Techno Glass Corporation, Chiba, Japan) to about 80 % confluence, and then split using 0.025% Trypsin (MP Biomedicals Inc, Irvine, California)-0.02 % EDTA solution (Dojindo Laboratories, Kumamoto, Japan).
The control and MET exposure experiments were conducted in 6-well tissue culture plates (Becton, Dickinson and Company, Franklin Lakes, NJ, USA) . A cell suspension of 2 ml containing 6x10 5 cells was placed in each well. Each experiment had four replicates per time sample. The test plates were then incubated at 37°C in a 5% CO 2 atmosphere. After incubation for 72 hr, the medium was changed to either 2 ml of supplemented medium, which was1:1 mixture of Dulbecco's modified and cell lysate were measured using enzyme-linked immunosorbent assay (ELISA) with commercial kits (Wako Pure Chemical Industries, Ltd., Osaka, Japan). The concentration of cholesterol in the medium and cell lysate was measured using a commercial kit (Wako Pure Chemical Industries, Ltd., Osaka, Japan) based on cholesterol oxidase method (Allain et al. 1974 ). 
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